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PCR amplification of gDNA encoding desired MHC molecule; PCR product encodes 
truncated, soluble form of MHC having a tag attached thereto 
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Cloning of PCR product into mammalian expression vector to create construct 

encoding soluble MHC molecule 
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Introduction of construct into suitable host cell 
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Culturing of suitable host cell containing construct in hollow fiber bioreactor unit 
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Isolation of secreted MHC molecules from media 
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Establishment of stable 
transfectants in class I 
positive cell line 



Hoi low-fiber bioreactor culture of transfectants and 
collection of sHLA-containing supernatant 
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Selective affinity purification of only HIS-tagged sHLA 
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RP-HPLC 
fractionation 
of peptides 
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Comparison of ion maps and determination of overlaps 
Selection of non-overlapping ions for sequencing 
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Determination of peptide sequences 


BLAST search against known human and HIV proteins 



